Radioligand binding studies of the cardiac arginine vasopressin (AVP) receptor, together with studies on the AVP-evoked alterations in the [Ca2+1i levels, were (Circulation Research 1991;69:239-245) Several studies have shown the importance of the vasoconstrictor action of arginine vasopressin (AVP) for the maintenance of blood pressure in various pathological states and experimental models of hypertension.1'2 A limited number of studies have examined the contributions of AVP to the alterations in overall hemodynamics via its action(s) on the heart.2-8 Intravenous infusions of AVP in conscious animals resulted in reduced cardiac output and increased coronary vascular resistance without significant changes in blood pressure.4-6 While AVP-evoked arterial baroreceptor reflex activation could contribute to the negative inotropic effect in the intact animal,2 evidence in support of a cardiodepressant effect of AVP has also been docu- 
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Vasopressin Increases Cytosolic Free [Ca2+] in the Neonatal Rat Cardiomyocyte Several studies have shown the importance of the vasoconstrictor action of arginine vasopressin (AVP) for the maintenance of blood pressure in various pathological states and experimental models of hypertension.1'2 A limited number of studies have examined the contributions of AVP to the alterations in overall hemodynamics via its action(s) on the heart.2-8 Intravenous infusions of AVP in conscious animals resulted in reduced cardiac output and increased coronary vascular resistance without significant changes in blood pressure.4-6 While AVP-evoked arterial baroreceptor reflex activation could contribute to the negative inotropic effect in the intact animal,2 evidence in support of a cardiodepressant effect of AVP has also been docu-mented.357 However, it was unclear whether this altered contractility was a direct effect of AVP or secondary to myocardial ischemia resulting from the coronary artery vasoconstrictor properties of the peptide. In an attempt to resolve this issue, Walker et a18 demonstrated that AVP produced a positive inotropic effect at lower concentrations (50-100 pg/ ml) and a negative inotropic action at higher concentrations in the perfused isolated rat heart preparation in which coronary artery flow was kept constant. This biphasic effect of AVP was abolished by the inclusion of V, selective antagonist. 
Cardiomyocyte Culture
The cells were dispersed according to the method described by Kasten.10 Briefly, 25 newborn (3-4-dayold) Wistar rat pups were anesthetized with ether in batches of five at a time. Under aseptic conditions, they were decapitated, and the ventricles were removed, placed in a small Petri dish containing phosphate-buffered saline (PBS), and then cut into 1-mm pieces. Fragments were transferred to a 100-ml flask containing 50 ml of 0.06% trypsin and subjected to digestion by magnetic stirring for 30 minutes at 37°C. The supernatant was aspirated, 50 ml DMEM containing 20% serum and antibiotics was added, and the digested tissues were triturated repeatedly to disperse the myocytes. The contents were transferred to a 75-cm2 culture flask and allowed to remain for 90 minutes at 37°C in the CO2 incubator. The fibroblasts and endothelial cell contaminants adhered to the surface, whereas the myocytes still remained in the supernatant. This cell suspension was carefully collected and seeded into 12- Then, 1.0 ml of 0.25% trypsin-EDTA was added, and the plates were left at 37°C. One hour later, cells were carefully scraped, and the cell suspension was transferred to scintillation vials. Other details of the binding methodology have been described previously. ' 1 Data were analyzed using the EBDA12 and LIG-AND13 programs. Statistical significance of differences between means was estimated by analysis of variance and evaluation by t test.
Measurement of [Ca21J1
Preparation of dispersed cells. The culture medium was removed, and the cells were treated with 2.5 ml of 0.06% trypsin at 37°C for 3 minutes. The cells were transferred to Krebs' buffer ([mM]: NaCl 118.0, KCI 4.6, CaCl2 1.8, MgCl2. 6H20 1.2, NaHCO3 24.9, KH2PO4 1.0, and dextrose 11.1, as well as 0.1% bovine serum albumin, pH 7.4), centrifuged (800g for 6 minutes at 4°C), and resuspended in the same buffer at a cell density of _1.0x 106 cells/ml. Fura-2 AM was prepared in dimethyl sulfoxide at a working stock concentration of 5 mM with the detergent pluronic acid (0.02%). This was added in appropriate microliter quantities to the cell suspension to give a final concentration of 2 ,uM fura-2 AM in the incubation buffer. The dye was loaded into the cells by incubation at 37°C for 20 minutes by maintaining the cell suspension on a circulatory water bath (120 rpm) under oxygenation (95% 02-5% C02). The cells were washed twice, centrifuged, and resuspended in the same buffer to remove the excess or unloaded dye.
Preparation of adherent cells. After isolation, the cells were grown on the surface of coverslips (0.6x3 cm). Five such coverslips were placed in a sterile plastic Petri dish (diameter, 5.2 cm). After confluence, the cells were washed twice in Krebs' buffer (pH 7.4). The monolayer of cells on these coverslips was incubated in the same buffer containing fura-2 AM (2 ptM) in the dark for 20 minutes at 37°C followed by two washings to remove the unloaded dye. The coverslips were taken out Figure  3 and Table 3 
